independent slice experiments. * P <0.05, ** P <0.01 and *** P <0.001.
independent slice experiments. * P <0.05, ** P <0.01 and *** P <0.001. (A-C) Graphs show albumin (ng/ml), aspartate aminotransferase (IU/L) and Urea (mg/dL) levels in the culture media of bioreactor cultured rat PCLS after 24 rest and then 24h-72h culture ± fib stim (3ng/ml TGFβ1 and 50ng/ml PDGFββ) ± Alk5i. All data are presented as mean ± SEM in n=4 independent slice experiments.
Supplementary figure 5 -Expression of CYP1A2 is retained in human PCLS over a 6-day culture period
Representative images show CYP1A2 positively stained hepatocytes at 400x magnification in T=0 and day 1, 2, 3, 4, and 6 cultured human PCLS. 
Supplementary methods

Histology/immunohistochemistry
5-µm-thick formalin-fixed, paraffin-embedded liver sections were processed for haematoxylin and eosin (H&E), Picrosirius Red and αSMA staining (1). Immunohistochemical staining for CD31, CK19 and CD68
were performed using routine methods at the pathology department, Royal Victoria Infirmary. CYP1a2
(Ab22717, Abcam, Cambridge, UK) immunohistochemical staining, briefly, slides were dewaxed, rehydrated and endogenous peroxidase activity was blocked using 0.6% hydrogen peroxide/methanol solution. Antigen retrieval was performed using antigen unmasking solution (H-3301, Vector laboratories, Peterborough, UK). were acquired at x100 or x200 magnification using a Nikon ECLIPSE Ni-U microscope (NIS-Elements Br, Nikon, Kingston upon Thames, UK). The percentage Picrosirius red stained area was measured in fifteenx200 magnification fields in Picrosirius red stained slides using Nikon Elements Imaging Software (NISElements Br, Nikon, Kingston upon Thames, UK). The mean area was then calculated per slide.
Enzyme-linked immunosorbent assay
ELISA quantifications for rat COL1a1 (LS-F11152, LSBio, Nottingham, UK), human (E88-129) and rat (E110-125) albumin (Bethyl laboratories, Cambridge, UK), human fibronectin (DY1918-05, R&D systems, Abingdon, UK) and human hyaluronic acid (DY2089, R&D systems, Abingdon, UK) were performed as per manufacturer's instructions.
Luminex assay
Quantifications for human TIMP1 (milliplex HTMP2MAG-54K), MMP1, MMP7 and MMP10 (milliplex HTMP2MAG-55K Thermofisher Scientific, Cramlington, UK) were performed as per manufacturer's instructions.
Colorimetric assay
Aspartate aminotransferase (AST) levels were measured by the Clinical pathology department, Royal
Victoria infirmary, Newcastle-Upon-Tyne, UK.
Hydroxyproline assay
Two PCLS were weighed and digested with 1ml of 6N HCl to measure the quantity of hydroxyproline as previously described(3).
RNA isolation, cDNA synthesis and PCR
2-4 PCLS per condition were placed in QIAzol, disrupted in a Qiagen Tissue Lyser II and passed through a Qiashredder (Qiagen, Manchester, UK). Chloroform was added, the sample vortexed and centrifuged at 12,000g for 15 minutes. The aqueous layer was collected and added to 70% ethanol. Total RNA was purified using the RNeasy Micro Kit (Qiagen, Manchester, UK). 1µg RNA was treated with 1µl DNase (Promega, Southampton, UK) for 30 minutes at 37°C and first strand cDNA produced via incubation with random hexamer primer (p(dN)6) and 100 units MMLV reverse transcriptase as previously described (4). Real-time polymerase chain reaction was performed with SYBR Green JumpStart Taq ready mix (Sigma, Poole, UK)
as per manufacturer's instructions using primers listed in supplemental table 1. Relative level of transcriptional difference (RLTD) was calculated using the 2 ΔΔCt method.
PCLS Respirometry
Bioenergetics of PCLS was determined using a Seahorse respirometer as previously described (5) . Briefly, small pieces (6-10mg) of mouse liver or PCLS were rinsed with Krebs-Henseleit buffer (KHB) (111 mM NaCl, 4.7 mM KCl, 2 mM MgSO4, 1.2 mM Na2HPO4, 0.5 mM carnitine, 2.5 mM glucose and 10mM sodium pyruvate) and then transferred to individual wells of a XF24 plate. Liver tissue/PCLS were stabilized from excessive movement by islet capture screens (Seahorse Bioscience), and 450 mL KHB was added to each well. Digitonin was then added to enhance plasma membrane permeability. Basal oxygen consumption rates (OCR) were determined at 37°C according to the following plan: Basal readings recorded every 2 minutes for 5 readings, followed by exposure to digitonin. Subsequent readings were recorded after 2 minutes mixing and 2 minutes rest. Basal OCR values were normalized to individual tissue weights.
Statistical Analysis
Data are mean ± standard error of the mean (SEM), where *, **, *** and **** signify P values of <0.05, <0.01, <0.001 and <0.0001 respectively. P values were calculated using GraphPad7 prism software and an ANOVA with Tukey Post-hoc test or unpaired T-test.
